The current study was carried out to evaluate multicomponent pattern, biological and enzymatic activities of seven Asphodeline taxa root extracts as useful ingredients, due to the fact that these plants are commonly used as traditional food supplements in Turkish regions. The extracts were characterized for free anthraquinones and phenolics to obtain a specific chemical fingerprint useful for quality control. These analyzes were coupled to biological and enzymatic activities in order to obtain comprehensive information of the natural product. Free anthraquinones and phenolics were determined using validated HPLC-PDA methods. Antioxidant properties were determined by different procedures including free radical scavenging, reducing power, phosphomolybdenum and metal chelating assays. Ames assay was performed to evaluate mutagenic/antimutagenic properties. Enzyme inhibitory activities were tested against cholinesterase, tyrosinase, a-amylase and a-glucosidase. From the herein reported results, Asphodeline could be valuable for the production of bioactive products or food supplements for cosmetic and pharmaceutical industries.
Introduction
Recently, in many industrial fields the easy availability of natural derivatives can be very helpful in order to produce food supplements and/or natural products (also in combination) that can be used to obtain beneficial effects on human health. Many plants, across history and cultures, have been used for medicinal purposes as alternative therapies based on plants in order to avoid drug adverse effects, and over the past years, many articles were reported. To avoid this last drawback and, particularly, to obtain alternative biologically active products, an increased interest in natural products (or natural-like products) was observed 1, 2 . When natural products were used, particular attention must be also paid to standardization process. The methods used in plant material extraction can influence the chemical composition of the resulting extracts and potentially the biological activity 3, 4 . For these reasons, the actual challenge is to fully understand and characterize botanical preparations as "multicomponent pattern" in the context of modern food and health system in which consumers are often uneducated about the use and effective applications of these supplements 5 . Additionally, the Food and Drug Administration (FDA) specifies certain labeling requirements for foods, supplements, and drugs, and the European Union requires that standardized herbal substances are reported as content of constituents with known therapeutic activity.
For these reasons it is necessary a multidisciplinary approach in order to obtain chemical profiles and biological activities and, particularly, to evaluate possible correlations between these two aspects [6] [7] [8] [9] [10] [11] [12] [13] . As biologically active compounds, generally were considered phenolics, flavonoids, anthraquinones and other secondary plant metabolites ( Figure 1 ) that had show interesting biological activities as potential "markers" to characterize the extract.
The genus Asphodeline is conventionally used both as medicinal plants in Turkey folk medicine and as vegetables for human nutrition. A. damascena subsp. damascena and A. tenuior subsp. tenuiflora var. tenuiflora are often used to alleviate verrucae and heal lesions. Additionally, A. damascena is also used as salad vegetables. Modern studies show that Asphodeline could provide alimentary value due to the presence of anthraquinones, essential amino acids, and polyphenols 14 . Emodine, physcione, rhein and chrisophanol were used as colorants in food, drugs, and cosmetics. Additionally, they attracted attention especially for their anti-microbial, anti-cancer, anti-oxidant, and anti-inflammatory activities and the intake of anthraquinones-rich plants 7, 8 could be a valid preventive strategy in order to obtain health benefits.
In this paper, and in continuation to our studies on natural products analyzes [15] [16] [17] [18] [19] [20] [21] [22] [23] [24] and instrument configurations [25] [26] [27] [28] , we report for the first time the free anthraquinones and phenolics pattern (via validated HPLC-PDA procedure), biological activities (ABTS, DPPH, CUPRAC, FRAP, phosphomolibdenum, metal chelating, and Ames assays), enzyme inhibitory activities (against cholinesterase, tyrosinase, a-amylase, and a-glucosidase). Particularly, for the first time was reported the mutagenic/anti-mutagenic evaluation of seven Asphodeline taxa, in particular with the aim to evaluate these extracts as valuable and safe sources for food supplements and/or for bioactive formulations.
Materials and methods

Plant material and methanol extracts
Asphodeline species were collected at flowering stage (May-July) in Turkey regions, and their information and localities are explained below. Voucher specimens were deposited in KONYA Herbarium (Department of Biology, Selcuk University, Konya, Turkey). The roots, air-dried at 45 C (± 1 C) for 48 h in the dark to obtain higher phenolics preservation 29, 30 , were finely triturated (5-10 g) and macerated overnight with 250 mL of methanol at room temperature (25 C ± 1 C). The concentrated extracts (under vacuum; 40 C ± 1 C) were stored at þ4 C (± 1 C) in the dark until analyzes (extraction yields are reported in Table 1 
Determination of total bioactive components
Total phenolics and flavonoids The total phenolics content was determined by a reported method 31 with slight modification and expressed as gallic acid equivalents (GAEs/g extract), while total flavonoids content was determined by a reported method 32 with slight modification and expressed as rutin equivalents (REs/g extract).
Free anthraquinones and phenolics HPLC-PDA pattern HPLC-PDA free anthraquinones and phenolics pattern was evaluated by validated methods reported in literature 8, 26, 33 .
Biological activities evaluation
The activities was evaluated by phosphomolybdenum method 34 and expressed as trolox equivalents (TEs/g extract). The reducing power measured using cupric ion reducing (CUPRAC) and ferric ion reducing antioxidant power (FRAP). Metal chelating activity on ferrous ions, determined by the method described by Zengin et al. 31 , was expressed as EDTA equivalents (EDTAEs/g extract). Acetylcholinesterase (AChE) or butyrylcholinesterase (BChE), a-amylase, a-glucosidase and tyrosinase inhibitory activities were carried out by the method described by Zengin et al. 31 . Mutagenic and antimutagenic properties were determined by Ames assay 35 .
Results and discussion
Total bioactive compounds
The total phenolic contents of the Asphodeline extracts were detected by Folin-Ciocalteu assay. Sample solution (0.25 mL) was mixed with diluted Folin-Ciocalteu reagent (1 mL, 1:9, v:v) and shaken. After 3 minutes, Na 2 CO 3 solution (0.75 mL, 1%) was added, and the sample absorbance was read at 760 nm after 2 h of incubation at room temperature (25 C ± 1 C). The results are presented in Table 1 . The highest phenolic content was found in ADG (34.03 mg GAEs/g extract), followed by ADO (31.34 mg GAEs/g extract) and ATT (27.57 mg GAEs/g extract). The lowest content detected in the ADR (18.61 mg GAEs/g extract).
Flavonoid contents were spectrophotometrically determined. The sample solution (1 mL) was mixed with aluminum trichloride (2%) in methanol. Similarly, blank sample was prepared by adding sample solution (1 mL) to methanol (1 mL) without AlCl 3 . The sample and blank absorbances were read at 415 nm after 10 minutes of incubation at room temperature (25 C ± 1 C). The blank sample absorbance was subtracted from the sample, and the total flavonoids content was expressed as equivalents of rutin (REs). Flavonoid contents of the extracts ranged from 10.33 mg REs/g extracts for ATU to 27.69 mg REs/g extract for ATT (Table 1) . From these results, flavonoids constitute a major part of phenolics in Asphodeline extracts tested. The total phenolics and flavonoids content were comparable to our previous report for eight Asphodeline root extracts and the content were found to be 13.5-49.2 mg GAEs/g extract and 10.6-30.9 mg REs/g extract, respectively 7 . Similar contents were reported for A. lutea 14 and A. anatolica 34 .
Free anthraquinones and phenolics HPLC pattern
Using validated HPLC-PDA assay 26 the anthraquinones pattern was obtained for each Asphodeline sample considered in this study. The obtained results (Table 2) show a possible correlation between biological activity and chemical profile. Particularly, we evidenced that aloe-emodine, rheine and chrisophanol abundance was inversely proportional to a-amylase and a-glucosidase inhibitory activities. A higher chrisophanol content brought to an increased chelating power, and with minor exception, also with a higher tyrosinase inhibitory activity. Our obtained results also reveal that ATT extract shows lower phosphomolybdenum, chelating power, AChE, and BChE inhibitory activity, and simultaneously shows lower aloe-emodine, rheine and chrisophanol abundance. In the same way, ATT shows higher emodine and physcione abundances that reveals, coupled to higher total flavonoids, a better and increased DPPH, CUPRAC, a-amylase and a-glucosidase inhibitory activities. These findings were in accordance with just reported papers on other Asphodeline extracts 9 . Additionally from the extracts, we can highlight that chrisophanol and physcione are certainly the most abundant anthraquinones present in this taxon, as shown in Figure 2 . Among phenolics (see Supplementary materials section S(0).1 for the maximum wavelength, retention times and SST chromatograms), it can be observed that gallic acid, vanillic acid, and benzoic acid are the most representative compounds in these seven Asphodeline spp. Particularly, gallic acid was generally from 2 to 10-folds more concentrated than the others, as reported in Table 2 .
In Figure 2 were reported chromatograms at 278 nm obtained from the phenolics chemical fingerprint (see Supplementary materials section S.2 for the chromatograms at 278 nm and marked phenolics). At this wavelength, all considered compounds can be identified, even if each phenolic compound was quantified to its maximum wavelength, as previously reported in literature 33 . The correct phenolics and anthraquinones identification was carried out using co-elution procedure with references standards, while quantitative analyzes were obtained by external matrixmatched calibration based on HPLC-PDA validated method 26, 33 . The obtained phenolics profiles could be a valuable starting point in order to justify the observed biological activities. High phenolics content, particularly gallic acid, vanillic acid, and benzoic acid, are responsible for well-known health benefits 9, 14, 36 .
Biological activities
Antioxidant properties of Asphodeline extracts were evaluated using different assays including free radical scavenging (ABTS and DPPH), reducing power (CUPRAC and FRAP), phosphomolybdenum and ferrous ion chelating tests. The DPPH scavenging ability showed the highest value in ATT (35.87 mg TEs/g extract), followed by ADG (32.52 mg TEs/g extract), ADO (32.01 mg TEs/g extract) and APR (29.86 mg TEs/g extract).
The weakest activity was observed in ADR with 23.14 mg TEs/g extract. Similarly to DPPH assay, the ABTS scavenging activity of Asphodeline extracts was in the following descending order: ADG > ATT > ADO > APR > ATU > ADD > ADR ( Table 1 ). The radical scavenging activity of Asphodeline extracts showed a similar trend with both total phenolics and flavonoids content. Thus, the phenolics in the extracts could be responsible for the radical scavenging activities. These findings were consistent with several studies on Asphodeline species 9,14,32 . The reducing powers of Asphodeline extracts are illustrated in Table 3 . ADG, ADO and ATT were more effective in both FRAP and CUPRAC assays compared to other Asphodeline extracts. In addition, ADR had the weakest activity in the assays. This is not surprising since the extract contained significantly lower phenolic content than other extracts. This proved that the phenolics have as effective and potent reductive abilities. Similar approaches were observed for Asphodeline and other plant extracts 36 . The total antioxidant capacities of Asphodeline extracts were evaluated by phosphomolybdenum method. In a descending order can be ranked as ADO (1.53 mmol TEs/g extract) > ATU (1.42 mmol TEs/g extract) > ADD (1.32 mmol TEs/g extract) > APR (1.32 mmol TEs/g extract) > ADG (1.30 mmol TEs/g extract) > ADR (1.28 mmol TEs/g extract) > ATT (1.17 mmol TEs/g extract) (Table  3) , which contrast to total phenolic content. According to these results, the observed activity may be explained with the presence of non-phenolic reducing agents such as vitamin C and tocopherol. These findings were supported by several reports 37, 38 . Transition metals (especially iron) play an important role as prooxidants of oxidation process including lipid peroxidation. In this sense, metal chelating ability is considered as one of antioxidant mechanism as it reduces the formation hydroxyl and hydroperoxide radical in lipid peroxidation.
Thus, the ferrous ion chelating abilities of the extracts were evaluated and the results are shown in Table 3 . ADO possesses the best metal chelating ability with 22.79 mg EDTAEs/g extracts, followed by APR (22.38 mg EDTAEs/g extract), ADG (19.90 mg EDTAEs/g extract), ADD (19.90 mg EDTAEs/g extract) and ATU (19.71 mg EDTAEs/g extract). The order of the extracts was different from that observed for other antioxidant assays. For example, ATT had the highest DPPH scavenging activity among extracts but it exhibited the lowest metal chelating ability (8.19 mg EDTAEs/g extract). Moreover, the extract contained considerable amounts of phenolic compounds.
The observed differences may be explained with the presence of non-phenolic chelators and synergic or antagonistic actions of phytochemicals. Our approaches are in agreement with previous findings 39, 40 , in which negative correlation was observed between metal chelating and other antioxidant activities. In addition, our previous studies showed metal chelating abilities of several Asphodeline species 9, 14, 32 .
Enzyme inhibition activities
The treatment and management strategies of several diseases are important subjects in scientific area. The inhibition of key enzymes is one of the most accepted pharmacological approaches [41] [42] [43] [44] [45] [46] . Several synthetic inhibitors, developed for the treatment of several diseases, show side effects such as gastrointestinal disturbances [47] [48] [49] . The side effects of synthetic inhibitors have driven the search for novel and safe inhibitors, especially from natural sources.
The enzyme inhibitory activities of Asphodeline extracts were investigated by spectrophotometric methods against AChE, BChE, tyrosinase, a-amylase and a-glucosidase. The results are summarized in Table 4 . In both AChE and BChE inhibitory assays, ADD, ADR, ADO and ATU had the strongest inhibitory activity. The weakest activity for both enzymes was found in ATT. The AChE and BChE inhibitory activities were found to be 0.41-2.09 and 0.36-1.30 mg GALAEs/g extracts, respectively. As regards their tyrosinase inhibitory activity, the following order could be extrapolated: APR > ADR > ATU > ADO > ATT > ADD > ADG. Apparently, the tyrosinase inhibitory activity of ADG (1.45 mg KAEs/g extract) 
Ã Values expressed are means ± SD of three measurements; BLD: below Limit of Detection; BLQ: below Limit of Quantification.
was about 16 folds lower than APR (23.70 mg KAEs/g extract). In our previous study, the activity was reported as 18.57-33 mg KAEs/g extracts 9 .
As reported in Table 4 , ATT was the most active on both a-amylase and a-glucosidase with 0.85 mmol ACAEs/g extract and 23.70 mmol ACAEs/g extract, respectively. APR was more effective on these enzymes compared to other extracts. Similarly to our results, these activities were found to be 0.34-1.24 mmol ACAEs/g extract for a-amylase and 1.10-4.99 mmol ACAEs/g extract for a-glucosidase in our first study 9 . Enzyme inhibitory activities were also reported for A. lutea in another previous study 50 . These activities were 2.04 mg GALAEs/g extract for AChE, 2.93 mg GALAEs/g extract for BChE, 0.268 mmol ACAEs/g extract for a-amylase, 0.839 mmol ACAEs/g extract for a-glucosidase and 10.31 mg KAEs/g extract for tyrosinase. The differences in the inhibitory activities of Asphodeline species may be due to the different phytochemical composition or the interactions among their components.
Mutagenic/anti-mutagenic evaluation
The results of the preliminary range finding tests for Asphodeline extracts gave no toxic effect to tester strain S. typhimurium TA98 and TA100 at doses of 5000, 2500, and 1000 mg/plate in the presence and absence of S9, respectively. Based on the results of the range finding test, the doses mentioned above were determined as the highest doses. As shown in Table 5 , TA98 and TA100 strains did not increase in the number of revertant colonies compared to the negative control when the bacterial strain was treated with Asphodeline extracts at 5000, 2500, and 1000 mg/plate concentrations both with and without metabolic activation enzymes (S9). Asphodeline extracts were not found to be mutagenic for TA98 and TA100 strains. On the contrary, the positive control substances obviously increased revertant colonies in comparison with negative control. Hence, all extracts tested were found to be non-mutagenic at the highest doses on S. typhimurium TA98 and TA100 without metabolic activation in the Ames Assay. The antimutagenic effect of each extract was assessed from the mean number of revertants/plate, the standard deviation (SD) and the percent inhibition (I%) of the mutagenic activity of 4-NPDA (4-nitro-o-phenylenediamine) and 2-AF (2-aminofluorene) for TA98 strain; SA (sodium azide) and 2-AA (2-aminoanthracene) for TA100 strain on treatment with the three concentrations of the plant extracts. Decreasing colony numbers and inhibition rates for TA98 and TA100 were displayed in Table 6 .
According to the results obtained from assays, these extracts of Asphodeline spp. revealed antimutagenicity ratio ranging between moderate to strong activity against 4-NPDA at concentrations of 5000 mg/plate for TA98 strain in the absence of S9 mix. When combined with 4-NPDA, all test doses of the ADO extracts exhibited 43%, 41% and 44% inhibition, respectively, and can be considered strong antimutagenic for TA98 strain. With the addition of metabolic activation enzymes ADG, ATT, APR extracts manifested excellent inhibition ratios against 2-AF at all test doses.
ADG extract showed the highest antimutagenic activity with a ratio of 93% at a dose of 5000 mg/plate against positive mutagen for TA98 strain. ADD, ADO and ATU extracts revealed very strong antimutagenic activity at concentrations of 5000 and 2500 mg/plate (92/77%, 92/86% and 91/75%, respectively). Associated with SA treatment, extracts of APR, ATU, ADO, and ADG were described as strong antimutagenic (51%, 49%, 47%, and 41%, respectively) at a dose of 5000 mg/plate for TA100 in the absence of S9 mix. Also, 2500 and 1000 mg/plate doses of APR, ADO, ADG extracts induced the inhibition greater than 25%, reaching 38/31%, 37/33%, and 36/34% respectively, in the absence of S9 for TA100 and ranking them as moderately antimutagenic (Table 6 ). Although ATU extract exhibited strong antimutagenic activity with a rate of 46% at a dose of 2500 mg/plate, it revealed moderately antimutagenic action at a concentration of 1000 mg/plate against SA with a ratio of 33% 28 ± 4 35 ± 1 188 ± 1 121 ± 11 Ã Negative control: DMSO (100 ll/plate) was used for S. typhimurium TA98 and TA100 both in the presence and absence of S9. V R Positive controls: 2-Aminofluorene (7.5 lg/plate) was used as positive indirect mutagen in the presence of S9 mix; 4-nitro-o-phenylenediamine (5 lg/plate) was used as positive direct mutagen in the absence of S9 mix for S. typhimurium TA98 strain; 2-aminoanthracene (5 lg/plate) was used as positive indirect mutagen in the presence of S9 mix; sodium azide (5 lg/plate) was used as positive direct mutagen in the absence of S9 mix for S. typhimurium TA100. Table 6 . Antimutagenicity and inhibition ratios of Asphodeline extracts towards S. typhimurium TA98 and TA100 strains with and without metabolic activation (S9) against direct and indirect mutagens. inhibition. In an interesting manner, all the extracts of Asphodeline taxa showed inhibition exceeding 42% and all the concentrations in the range of 5000-1000 mg/plate achieved inhibition ranging between 42 to 93%, making the extracts a very strong antimutagen in the presence of metabolic activation system for TA100 against 2-AA. Against 2-AA in the presence of S9 mix, 5000 mg/ plate concentrations of ADG, ATT and ADD extracts showed more than 90% inhibition and the highest concentration attained 93% for all extract ranking them as strongly antimutagenic (Table 6) . Overall, it can be stated from the study that S9 metabolic enzyme system increased the inhibition rate, reaching 93% of mutagenic effects against known chemicals both for TA98 and TA100 strains. These results suggest that extracts of Asphodeline taxa, with high antimutagenic activity in the presence of S9, should be suitable for evaluation concerning CYP450 modulations effects 51 . As a result, it was determined that Asphodeline taxa, tested in this study, had significant antimutagenic capacities and they could be used in drug and food industries.
Number of His
Conclusion
In summary, the present work investigated the free-anthraquinones and phenolics chemical fingerprint and biological activities (antioxidant, enzyme inhibitory and mutagenic/antimutagenic activity) of seven Asphodeline root extracts. To the best of our knowledge, these findings have not been reported before for these Asphodeline species with the aim to evaluate these extracts as valuable sources for food supplements and/or for plant-based bioactive formulations.
The analyzed species exhibited notable antioxidant, enzyme inhibitory and anti-mutagenic properties. All extracts did not show any mutagenic effect in Ames test, and are rich sources of phenolics, flavonoids and anthraquinones, which contributed to the observed biological activities. Consequently, the Asphodeline species could be considered as promising sources of natural-functional agents for bioactive formulations.
